Background: Epidemiological studies have reported the preventive effect of vitamin A intake on bladder cancer. However, the findings are inconsistent. To address this issue we conducted a meta-analysis to investigate the quantitative effects of vitamin A on bladder cancer.
Background
Bladder cancer is the fifth most common cancer among with an estimated 386,000 new cases and 150,000 deaths world-wide in 2008 [1] . It has the highest lifetime treatment cost for any cancer [2] . Carcinogens or dietary chemopreventive agents can be concentrated in urine and have prolonged exposure to the bladder epithelium, making it an ideal target for preventative strategies [3] .
Environmental factors, particularly dietary factors, have been postulated to play important roles in the etiology of bladder cancer [4] . Vitamin A and retinol are hypothesized to reduce the risk of bladder cancer due to their roles in the regulation of cell differentiation and apoptosis [5] . A previous meta-analysis, including seven case-control studies and three cohort studies, found no association of bladder cancer in relation with diets low in retinol and β-carotene [6] . Since the meta-analysis was published, epidemiologic studies of vitamin A, retinol (preformed vitamin A), and carotenoids in relation to the risk of bladder cancer have documented inconsistent results. In the present study, we analyzed this relationship further by conducting an updated meta-analysis of relevant studies. This updated analysis will allow us to provide more precise risk estimates than the previous analysis according to different carotenoids. We also examined the association between blood vitamin A concentrations and bladder cancer risk.
Methods

Search strategy
We searched MEDLINE and Embase databases to September 2013 for studies in humans on the relationship between vitamin A and incidence of bladder cancer. The search query was the following: (retinol or "vitamin A" or beta-carotene or carotenoids) and ("bladder cancer" or "urothelial cancer" or "urinary tract cancer" or "urinary bladder neoplasms" [MeSH Terms]). We also reviewed the reference lists from reviews, meta-analyses and other relevant publications to search for further studies to be included.
Selection criteria
Studies were included in this meta-analysis if they met the following criteria: they presented original data from case-control or cohort studies; the exposure of interest was intake of vitamin A (retinol, carotene, or other carotenoids) or blood (plasma or serum) levels of vitamin A; the outcome of interest was bladder cancer or urothelial cancer; and odds ratio or relative risk estimates with 95% confidence intervals (CIs) (or data to calculate these) were reported and adjusted for at least age, sex, and smoking. If the same study was used in more than one publication, we included the one with the largest number of cases. Because the overwhelming majority of tumors occurred in the bladder, and the renal pelvis and ureter are covered by the same urothelium, the term bladder cancer was used as a synonym for all neoplasms of the bladder, renal pelvis, and ureter.
Data extraction
Data extracted from each study were the following: the first author, publication year, country where the study was carried out, study period, participant sex and age, sample size, anatomical site of the neoplasm, research contents, study quality, and adjusted covariates. We used the odds ratio or relative risk with 95% CI of the highest intake (or blood level) group for bladder cancer compared with the lowest intake (or blood level) group reported in each study. Data extraction was conducted independently by two authors (JT and RW), with disagreements resolved by consensus.
Quality assessment
We assessed the quality of all included studies using the Newcastle-Ottawa scale. (http://www.ohri.ca/programs/ clinical_epidemiology/oxford.asp). This is an eight-item instrument that allows for the assessment of the patient population and selection, study comparability, follow-up, and the outcome of interest. Interpretation of the scale is performed by awarding points, or 'stars', for highquality elements. The stars are then added up and used to compare study quality in a quantitative manner. The maximum score is nine points, representing the highest methodological quality.
Statistical analysis
Depending on heterogeneity between studies, we used fixed-or random-effects models to calculate summary risk estimates (REs) and 95% CIs for the highest versus the lowest levels of vitamin A. Statistical heterogeneity among studies was evaluated using the Q [7] and I 2 [8] statistic. In the sensitivity analysis, one study at a time was removed and the rest analyzed to evaluate whether the results could have been affected significantly by a single study. We also conducted subgroup analyses by study design, sex, geographic area, and source of vitamin A intake (diet or supplement). If results were reported for both dietary and total vitamin A (foods and supplements combined), we used the results for total vitamin A in the main analysis. Publication bias was evaluated with the use of the Egger's test [9] . All statistical analyses were carried out with Stata 11 (StataCorp, College Station, TX, USA). A two-tailed P-value of less than 0.05 was considered to be statistically significant.
Results
A flowchart of the identification of relevant studies is shown in Figure 1 . We identified a total of 418 articles (168 from Embase and 250 from MEDLINE) in our initial search. Of these, 386 were excluded after screening the titles and abstracts because of duplicates, reviews, and non-relatedness. Seven articles were identified from the references of relevant studies. The remaining 39 articles were given a more detailed assessment, and 14 studies were excluded because they did not meet the inclusion criteria. Finally, 25 papers were included in the present meta-analysis . Table 1 shows the main characteristics of all 25 studies included in the final analysis. The 25 studies were published between 1988 and 2013 and involved a total of 11,580 cases. Eleven were cohort studies [14,16,18-20, 23,25,29,31,32,34] and 14 were case-control studies [10] [11] [12] [13] 15, 17, 21, 22, 24, [26] [27] [28] 30, 33] . Fifteen studies were conducted in North America [10, 12, [14] [15] [16] [20] [21] [22] [23] [24] 28, 30, 31, 33, 34] , eight in Europe [11, 13, 18, 19, 26, 27, 29, 32] , and two in Japan [17, 25] . All 25 studies provided REs adjusted for at least age, sex, and smoking. Five reports provided results for blood vitamin A levels [20, 24, 25, 28, 32] ; three measured plasma vitamin A levels [24, 28, 32] and two measured serum vitamin A levels [20, 25] . Some studies included neoplasms of the urinary tract as cases [11, 12, 18, 20, 25, 29, 32] , most of which were found to involve bladder cancer, whereas others selected only bladder cancer. The quality score of studies ranged from six stars to nine stars according to the nine-star Newcastle-Ottawa Scale except for one study by Hung et al. (five stars) [24] .
High versus low vitamin A intake or blood vitamin A levels
The analyses of vitamin A intake and bladder cancer risk were based on 11 studies. Figure 2 shows that results on vitamin A intake in relation to bladder cancer risk were inconsistent, with both inverse and positive associations reported. The pooled RE of bladder cancer for the highest versus lowest categories of vitamin A intake was 0.82 (95% CI 0.65, 0.95), suggesting that vitamin A intake was significantly associated with decreased risk of bladder cancer. There was moderate heterogeneity among studies (P = 0.045, I 2 = 46.3%). The Egger test showed no evidence of publication bias (P = 0.057).
The REs for each study and all studies combined for the highest versus lowest categories of retinol intake or blood retinol level are shown in Figure 3 . High intake of retinol was associated with a reduced but non-significant risk of bladder cancer (RE 0.88; 95% CI 0.73, 1.02), whereas high blood level of retinol was strongly associated with reduced risk of bladder cancer (RE 0.64; 95% CI 0.38, 0.90). There was significant heterogeneity among studies of retinol intake (P = 0.013; I 2 = 53.9%) but not among studies of blood retinol levels (P = 0.355; I 2 = 7.6%). The P-value for the Egger test of retinol intake was 0.10, suggesting a low probability of publication bias.
To explore the heterogeneity among studies of vitamin A intake and bladder cancer, we performed sensitivity analyses. A sensitivity analysis omitting one study at a time and calculating the pooled REs for the remaining studies showed that the study by Bruemmer et al. [15] substantially influenced the heterogeneity for total vitamin A intake. After excluding this single study, there was no study heterogeneity (P = 0.198; I 2 = 26.7%), and the RE for the highest versus lowest category of vitamin A intake was essentially unchanged (RE 0.88; 95% CI 0.78, 0.97). However, we found no study significantly influenced the pooled RE for retinol intake.
We also performed subgroup analyses by study design, geographical region, gender, and source of intake (Table 2) . For total vitamin A intake, when carrying out a stratified analysis for study design, the summary RE intake became non-significant for cohort studies. A significant inverse association was observed in North American studies, but not in European and Japanese studies. In a subgroup analysis by source of vitamin A intake, we observed a significantly decreased risk of bladder cancer in patients with supplementary intake, but not with dietary or dietary plus supplementary intake. For retinol intake, the stratified analysis did not show any statistically significant difference in summary estimates between strata. Unexpectedly, high intake of retinol in women seemed to increase the risk of bladder cancer significantly, although only two studies were included in this subgroup.
High versus low carotenoids intake or blood carotenoids levels
The pooled REs of bladder cancer for the highest versus lowest categories of carotenoids intake or blood carotenoids levels are presented in Table 3 . High intake of total carotenoids, α-carotene, β-carotene, and β-cryptoxanthin was associated with a significantly lower risk of bladder cancer. The summary REs of bladder cancer comparing the highest with the lowest category of intake were 0.67 (95% CI 0.55, 0.79) for total carotenoids, 0.87 (95% CI 0.76, 0.99) for α-carotene, 0.89 (95% CI 0.82, 0.97) for βcarotene and 0.86 (95% CI 0.73, 1.00) for β-cryptoxanthin. No significant associations were found between lutein and zeaxanthin, or lycopene intake and the risk of bladder cancer. There was a significant reduction in bladder cancer risk associated with increasing blood level of total carotenoids (RE 0.43; 95% CI 0.55, 0.79), α-carotene (RE 0.56; 95% CI 0.37, 0.75), β-carotene (RE 0.41; 95% CI 0.05, 0.78), and lutein and zeaxanthin (RE 0.50; 95% CI 0.12, 0.87), whereas no significant association was observed for β-cryptoxanthin or lycopene. 
Discussion
Although vitamin A is found in a wide variety of foods, many people do not obtain an adequate intake of this nutrient. Therefore, the impact of vitamin A intake on bladder cancer risk has important public health implications Our findings were inconsistent with the previous metaanalysis [6] , which suggested that no increased risk of bladder cancer were found for diets low in retinol (RE 1.01; 95% CI 0.83, 1.23) or beta-carotene (RE 1.10; 95% CI 0.93, 1.30) intake. We conducted an updated metaanalysis with results from new epidemiological studies presented in the past 13 years, and excluded results not adjusted for age, sex, and smoking. We complemented this analysis with pooled analyses of each carotenoid and blood vitamin A levels. The present meta-analysis suggests that increased vitamin A intake is associated with a reduced risk of bladder cancer. Retinol intake had a weak, but non-significant inverse association with the risk of bladder cancer, and carotenoids intake had a strong inverse association with the risk of bladder cancer. Moreover, both the blood total retinol and carotenoids levels had a significant association with the reduced risk of bladder cancer. A preventive role of vitamin A in the development of bladder cancer is plausible. Retinol, the physiologically active form of vitamin A, and its metabolites (retinoids) play an important role in cell proliferation and differentiation [35] . Synthetic retinoids are effective in the prevention of bladder carcinogenesis in experimental animals [36] . We found that high retinol intake was associated with a borderline significant reduced risk of bladder cancer, and the non-significance might be attributed to the heterogeneity among studies. The anticarcinogenic properties of carotenoids are associated with their antioxidant activities; their modulation of carcinogen metabolism; their effects on cell translation and differentiation, cell-to-cell communication and immune function; and their inhibition of cell proliferation, oncogene expression and the endogenous formation of carcinogens [37] . While some carotenoids have potential to form vitamin A (provitamin A carotenoids, including α-carotene, β-carotene, and β-cryptoxanthin), others do not have this capability (non-provitamin A carotenoids such as lycopene, lutein, and zeaxanthin) [38] . Our results showed a significantly reduced risk of bladder cancer with high intake of α-carotene, β-carotene, and β-cryptoxanthin, but no association with lycopene, lutein, and zeaxanthin, suggesting that provitamin As are responsible for the chemoprotective effects of vitamin A.
Interestingly, we found that the inverse associations between vitamin A and risk of bladder cancer were more evident in blood levels. This may be because of measurement error in the assessment of vitamin A intake from food frequency questionnaires, leading to an attenuation of the observed association. By measuring vitamin A in blood, researchers are able to estimate the internal doses of nutrients. However, blood level of vitamin A only reflects a short-term dietary intake because the half-life of vitamin A in blood is only a few days. In addition, many people make changes to their diet by increasing the intake of dietary vitamin A after a cancer diagnosis as a way of staying as healthy as possible, and blood levels of vitamin A should be higher than before the diagnosis. This would underestimate the true associations of vitamin A with bladder cancer and result in bias of the RE Figure 2 Pooled risk estimates of bladder cancer for the highest versus lowest categories of total vitamin A intake.
Figure 3
Pooled risk estimates of bladder cancer for the highest versus lowest categories of retinol intake or blood retinol level. toward the null. Despite this potential limitation, we found strong inverse associations between blood levels of retinol and some carotenoids and bladder cancer, which indicated that our estimates are relatively conservative.
Heterogeneity is often a concern in a meta-analysis, and we found a significant heterogeneity for total vitamin A and retinol intake. This may be due to the inherent methodological differences, such as study design and different ranges of exposure among studies. Although most studies adjusted for known risk factors for bladder cancer (age, sex, and smoking), residual or unknown confounding cannot be excluded as a potential explanation for the observed heterogeneity. Also, some studies measured vitamin A intake from diet only, whereas other studies combined dietary and supplemental vitamin A intake. We used a random-effects model to try to mitigate the heterogeneity as an issue, and our sensitivity analyses did not change the results for total vitamin A and retinol intake. We further performed stratified analyses by study design, sex, geographical region, and source of intake. Nevertheless, results were similar for total vitamin A and retinol intake throughout the subgroups.
A major strength of our study is the large number of included participants (11, 580) , and this is the first report to pool REs of bladder cancer for each carotenoid. In addition, our results were based on the adjusted evaluation. However, several limitations should be mentioned. First, as a meta-analysis of epidemiological studies, a food-frequency questionnaire was used to estimate the vitamin A intake, which may be influenced by the recall and information bias. Second, the sample sizes for several strata in the subgroup analyses were relatively small, and these results should be interpreted with caution. Finally, publication bias could be of concern because small studies with null results tend not to be published, though we found no evidence of publication bias in the meta-analysis. 
Conclusion
Our results support the hypothesis that diets high in vitamin A intake decrease the risk of bladder cancer. However, given these limitations and the heterogeneity of this meta-analysis, it is premature to recommend higher dietary vitamin A for the primary prevention of bladder cancer. Further investigation using large samples and a rigorous methodology is warranted.
